Supplementary Figure 3｜The Dependence of the A1 Fractions on the Expression Levels of FRET Acceptors in the Neurons.
The A1 values for mtq-Syx/Ven-VAMP2 (a and b), Syx-mtq/ VAMP2-Ven (c and d), mtq-SNAP25/Ven-VAMP2 (e and f) and mtq-SNAP25/Ven-Syx (g and h) plotted against the expression levels of three SNAREs measured by mean fluorescence intensity (arbitrary unit) of each probe in each bouton in the absence and presence of clostridial toxins. The endogenous expression levels of each SNARE protein, obtained from Supplementary Fig. 4 , are indicated with red ovals denoted as 'Endo.'. The A1 values shown in Figs. 2-5 are estimated from the data depicted in the green shaded area so that the averaged values were similar to the endognenous level of 540 A.U. for VAMP2 and 48 A.U. for Syx: 46%-153% (b, mean ± SD = 546 ± 38 A.U., n = 21 and 516 ± 40 A.U., n = 39, for control and BoNTE), 50%-184% (d, mean ± SD = 524 ± 45 A.U., n = 24 and 508 ± 22 A.U., n = 20, for control and BoNTE), 50%-154% (f, mean ± SD = 549 ± 36 A.U., n = 20 and 551 ± 45 A.U., n = 24 in control and BoNTC1α-51), 57-204% (h, mean ± SD = 138 ± 10 A.U., n = 21 and 139 ± 9, n = 45 in control and TeNT). The solid lines are horizontal in (a, c, e and g) and are through the origin with the least square fits of the data (b, d, f and h). The correlations were infrequently significant with the donor expression. The correlation coefficients were 0.44, -0.08, 0.24 and 0.34 for 38, 60, 47 and 37 control boutons, and p values were 0.002, 0.75, 0.28 and 0.16 in (a) , (c), (e) and (g), respectively, by Spearman's rank correlation coefficient. In contrast, the A1 values showed more correlation with the acceptor expression. The correlation coefficients were 0.73, 0.61, 0.78 and 0.59 for 38, 60, 47 and 37 control boutons, 0.60, 0.07, 0. The A1 values of mtq-Syx/Ven-Syx (1.2 ± 1.4%, n = 16) and mtq-SNAP25b/Ven-SNAP25b (1.4 ± 1.1%, n = 13) with the endogenous expression levels of Syx and SNAP25, respectively ( Supplementary Fig. 4d,i) . Wilcoxon signed-rank test versus 0%: p = 0.63 and p = 0.17, respectively. (f) Schematic drawing of mtq-SNAP25/Venus-SNAP25. (g) Fluorescence and A1 images of mtq-SNAP25/Ven-SNAP25-expressing boutons (scale bar, 5 µm). (h and i) The A1 values among boutons with different expression levels of mtq-SNAP25b (h) or Ven-SNAP25b (i). The green shaded area was used to obtain the A1 value for the endogenous expression level of the acceptor SNAP25 of 156 A.U.: 50%-167% (i, mean ± SD = 158 ± 20 A.U., n = 15).
Supplementary Figure 7
Supplementary Figure 7｜TTX effects on the A1 fractions for mtq-Syx/Ven-VAMP2. (a) The A1 fractions (34.5 ± 1.8%, 16 boutons; 18.9 ± 1.8%, 21 axons) in control, and those (20.9 ± 2.1%, 21 boutons; 6.1 ± 3.0%, 12 axons) 1 h after treatment of TTX, and those (16.9 ± 1.4%, 23 boutons; 3.6 ± 0.9%, 10 axons) 4h after treatment of TTX. **p < Slice preparations were transfected with mtq2-Syx (a); mtq2-Syx/Ven-VAMP2 (b); Syx-mtq/VAMP2-Ven (c) expressed using AAV1/2 virus-mediated gene transfer into the CA3 region, and lifetime decay were analyzed as in Figure 2F and H. The fluorescence data were accumulated from 8, 38, and 24 boutons. τ 2 was set as 3.8 ns in (a), (b), and (c). 
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